30 569 a ID of the gene in the B. cinerea B05.10 genome database (http://fungi.ensembl.org/Botrytis_cinerea). b Amino acid sequence of the signal peptide predicted by the SignalP 4.1 server (www.cbs.dtu.dk/services/SignalP). c Theoretical molecular weight calculated for the mature recombinant protein sequence (including the epitopes and purification tag, but excluding the α-factor signal sequence). S2 . Design of primers for the expression of secretory proteins with the YEDIS system. In order to express the whole mature amino acid sequence coded by the GOI, the forward primer should bind right after the region coding for the GOI's own signal sequence in the cDNA, and the reverse primer should bind right before the stop codon. Both primers should have the indicated tails to allow the required recombination in the yeast cells. Although 40-nt tails are shown, the use of shorter ones is also possible although with lower recombination efficiency (see text for details). 
and the α factor signal sequence (MATα), amplified with primers AOX-FW and MATα-RV, was fused in vitro by its two ends with a second PCR product carrying the P. pastoris HIS4 gene, amplified with primers HIS4-FW and HIS4-RV. Fusion was possible by the ends introduced by the primers HIS4-FW and HIS4-RV, homologous to the α factor signal sequence and the HIS4 gene respectively. The resulting circular molecule was then amplified with primers PAOXmid-FW and PAOXmid-RV, resulting in the depicted linear DNA fragment used to transform P. pastoris GS115. Integration of the transforming DNA into PAOX1 results in the P. pastoris YEDIS strain. (B) Three PCR reactions were carried out to analyse the correct genomic integration of the transforming DNA in the transformants. PCR products obtained for two positive transformants (YEDIS.1 and YEDIS.2) or the parental strain (GS115), using the indicated primers, are shown. (C) Scheme of the P. pastoris YEDIS genome, showing the NotI restriction site designed to be the site of integration for the pYEDIS plasmid (see text for details). The PCR products described in (B) were partially sequenced as indicated by light blue arrows marked with the primers used in the sequencing reactions. table S3 ) with primers including 30-nt recombination tails (Table S2) 
